. Response to 300 mM NaCl of E. coli BL21(DE3) equipped with the crG18 probe in pRSET A, as in Figure 1 . A. The lnOD600 decreases after the addition of 300 mM NaCl to MOPS-glucose medium and subsequently increases linearly over time, passing the preupshift OD600 after ~1h. The OD600 is corrected for continuous dilution of the culture to maintain the OD600 between 0.1 and 0.3. The data fits a linear with R 2 =0.99, indicating a stable growth rate. Technical error is 0.01. A single biological replicate is displayed. B. The FRET/mCerulean3 ratio of the crG18 sensor present in the E. coli cells as measured by confocal fluorescence microscopy. The ratios immediately increase upon osmotic upshift and decrease after one hour to levels lower than prior to the osmotic upshift. All data is for at least 60 E. coli cells and error bars reflect standard error. C. Osmotic upshift results in a decrease in median cell length as measured by fluorescence microscopy (same cells as in panel B), which is followed by an increase in length of the synchronized cells until division starts, resulting in smaller cells compared to pre-upshift conditions. All data is for at least 60 was dissolved in 10 mM sodium phosphate (NaPi), 100 mM NaCl, pH 7.4 and titrated with different volumes of concentrated cell lysate (20 mg of total protein/ml). A: titration with cell lysate from cells that were harvested before osmotic upshift. B: titration with cell lysate from cells that were harvested 5 h after an osmotic upshift with 300 mM NaCl. Figure S4 . In-gel fluorescence of crGE isolated from E. coli BL21(DE3) at various stages of growth and adaptation to osmotic stress. The cells expressing crGE were incubated in MOPS-glucose medium at 30 °C and shaking at 200 rpm. The cells were subjected to a 500 mM NaCl osmotic upshift. The cells were lysed with Bugbuster 10X (Novagen®) and loaded onto a 12 % SDS-PAGE gel. The 3h time point was removed due to incomplete cell lysis.
The increasing intensities are caused by the increasing OD600 displayed in the right panel.
The amount of loaded protein was not corrected for the OD600. 
